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cf6 <Dmm%mz.mirZ) 0 
--^>^y-if^mt^cAMP^±^i-^tiz^x, sk'mmmmwm, 

MW&¥zm*^{^Mbmm50:\Z§5-l37Z s 1999) )::<>:, 
etal. Nature 388:678-682, 1997) Z.b* 

(3)PGI a tt^ffi»ltS:5ltjei1-iK*yn^^K-C*>5(Murata, T. et al. 
Nature 388:678-682, 1997) Zb. ti:ZtftntbtlX^Z> 0 

pgi 2 (D±&ftterfm$h2>mm\hxztz 0 u^u^, 
pgi 2 m±fam<Dm&\z'D\,^xi*%it>tix\ t ^ ^ 0 

BFPT AVAILABLE 

l 
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oT, SHR ii^rtHt4PGI 2 M»^t)g»S«^^^^^^^^- (0sanaK 
T. et al. Jpn. Circ. J. 54, 507-514, 1990, Falardeau, P. et al. Prostaglandins, 
29, 621-628, 1985) 0 C£)F*JHt4PGI 2 H^MLXOfettt*. 

m\-r z>®*z, shr (D>bu^bmmm^\z^uz 0 zbi^vmmz&fe 

U r©BW H + $l£te ATP ^^^Of-^-yh^-o-CfcS^yh CF6(W^r 

cf6 tm-r)X'h^^mmLtzm^mi)o 

10 ^x-yh^b&So CF6 (^^^cDf-^^-yh^-oT'fo^, 76T^y^^^?)o 
CF6 tt N *«8ic % 5h3yKyT»fTiayiJ«r^tP 32 TSyKtfttiOLfc-WKfcLTfc 
j&£ft5(Higuchi, T. et al. Biochem.Biophys. Res. Commun. 178 793-799, 
1991) c 

&Lfc(#%0!l2) o 

CF6 K£SPGI 2 M£Pl§Of1UB£ti: PLA 2 P1W(#%#'J3), # 
IC % cPLAj ia#"T?fc?)wt(#^M4)^^ib^^tyt(0sanai, T. et al. 
J.Biol.Chem.273, 31778-31783, 1998), U)>U MftcD^/WT-feS CF6 

-rs^fi, ^t^^m^\z.^^^ML^x^b^mxh<>t^ 0 

^P^^^ott fc(Bonventre JV, T. et al. Nature 390:622-625, 1997) 0 1© 

^>>«b, cpla 2 ^piw ^(^, mt}t£&fcti3&m*M&M%¥<nft&Mfcte5bmm& 
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if ft, *3«tOTGI 2 J ^cPLA 2 tCF6^0B3^lcov>TI^ &*lzffiW£tlX%£L 0 U>>U 



*mW#bte, yyhioXXfthskm^'^ CF6 &ft&'TZ>zk. CF6 iiikf rtMJS 
J&^±£;h,5::i£91£>jWcUb 0 PGI 2 as*j£UfciS5jfiLjE^K:&^TlflE<P± 

jfiLJE#±tfS5r t s &,fct>*rCF6 V ^ifuJEEco^^lw^o V ^&rCF6 }n#»J£ 

#U fc^Bfcfc^-ObJliL* CF6 ^^^b-r5<bv^^E^#x^0^^^-rs 

1-ftfc>*>, ##PJ{C£;ft,tf, CF6, CF6 #&H£it4M&tf CF6 7*-Xh<D£*>ft 
20 CF6fKS5Ws CF6 £WfliMto'RlkTfi CF6 7>^=f-*h£><};;>& CF6 mWM 

tttofoftb'tZs cf6 ^ss^^p^f C ^^/>tTv^§ x pgi 2 mgtmmttizffi'p 
sscn^ii^^nso cF6»s©aa^*ffi^g^$ns„ £<b^ cF6*g 

CF6 #»ftJfefC> CF6 7=T-;*h£fc{i CF6 7V*=r=*hdS&#£;h,5 0 
ifa* CF6»^©Sy^^fe*^Ji^^fe^^fc«^^lb^JitTfflv^bjx-5 
£t CF6 ftfr/^&£;ft3 0 -frWm CF6 £=-K-f5 DNASr^tr^*-, $ 

^^-xmmm^titzmmm^x.v^cF6m^y^(Dmm^mzmi-^o # 



3 



WO 01/21205 PCT/JPOO/05210 



m2lt. ^^L^rCF6^^^^^^/^W^^xndr-t-ifT^SL7t^©Cl 
8-HPLCO^ttl &mXhZ> 0 
10 M3lt. ffi*tl!lrCF6©C18-HPLC^ttJftitl"Cfc5o 

H4«, ^^L^hCFe^^^^^W^^^^n^^-ifT^St^^cDCl 
8 - HPLCOjg til * lt*5o 

IS5te % aH^rCF6OC18-HPLC(D^ttlftj^-Cfc§ 0 

06te, rCF6^^^^$^^S^^^i^^^S^LT^$tl^Jkrt, &t>* 

07«u #LrCF6 Jaf^ SHR(16 ») ©JkJE£^;i5J&#£^^-hTfc5„ 
08il, £irCF6 5tte6S75>KSHR, WKY N 16 a»)<DjkjE(c:4-^Sj^#^-r^7 

20 E19« N #[rCF6 ^^^fciS^S'KSHR, 16 jiff*) JkJU&T 

[31012, ftrCF6 fetfr^ltjS^-^, ^i^-^iS^KSHR. WKY. 16 M) 

Hlim,rCF6 ^7s/h(SHR, WKY, 16 ilSfr) OjfeJE Jl-lhX.SJ^SP^i-^^— h 

mi4\*s ±tmi3(Dm£mft&HPLcic^i-xmhtitz^-hxhz 0 



4 



WO 01/21205 T _ 

PCT/JP00/05210 

mim* rCF6 \L£5PGi 2 <Dm.£.WLm*7F-fy7"7vibZ)o 

IH17I4, zf7i/*->ft&T\Z.&iJZ>rCF6 \^%(Dm^mtt1r7 : 77X*hZ>o 
5 IHl8f4, t^^l^rt^^J^(HUVEC)^^^T7^K>^^l(C^-r5rCF6 ^ 

11119(4, 7>^r^>iU:5 HUVEC ^)^(DT^K>Mlt^ffl^^i-?)rCF6 CD 

11120(4, #m PLA 2 PlWm^ct^rCF6 # HUVEC frb<OT7*Yl'nW&\Z.tt'tZ> 

021(4, #aPLA 2 PI§HS3<J;t5rCF6^, ^v^-^^S HUVEC frbOTy* 

1122(4, rCF6 ^.yMSHR, WKY, 16 ilft) OlfiLjEfc^&SJWSrjjW- ?7"7Vh 
■bo 

11124(4, ^^iSSSS#^Jfc.^hCF6«SOti^^^-r^7T*fe-5 0 
11125(4, HUVEC OhCF6 M£<Dm®Z7jk-t?77XhZ> 0 

(CF6<DM5t) 

^nsm^w-c, ±m(D^mm j $>mmm(D^®)j&ft^ ^(4, jk*<DCF6ais©sij 
^s^c(4ifiL^co cf6 &m*£fcirmB<D&m5m<D&mttn&wi®mk\s 

TfflV^ftSyyb&it/kf CF6(4, ^9ffiL@||?f tUT^^n^- if £JB 
25 T% $&&(##M2)^tt:LT^4<§^T*t5o x^rn^t- -if' (4, Asp-Asp- 
Asp-Asp-Lys IE?iJ (I£?iJ#-§-3) SrfBBBtU. ^<&C*$<D^:/^Kig££$6llfr1-5#3li 
T*£>3 0 CF6 *&'&irZ\ats it^^Mm^St^Sfe(c4^, ^xn^-ifcDig 
i^SH^UO N »tc&!f C *S(C CF6£fcf4*<D$&#^y^K£*r-f 5* 
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o^-^(D^»ia?iJ$r^LT CF6 £,1££U/i^;^K£ffiV^£;^t5o r<P=^ 

^fij^ffi^^i-?) CF6 O-W^^^Wy^f-KTfe^o CF6 
15 HUVEC^^(DPGI 2 M^Jlp^Jf^ffl^^1-^y-<7 c ^K^t? 0 

m^m^tcnnw\^m(onmttz^nwrm\tLxm^bri^, cf6 (c^lt^ 

i^^lCi^M^^tl^fei^^il^-t-^^^yK— ^fc(Kohler, G. et al. Nature, 
256:495-497, 1975)H£ffll^ri^-C£5o -^S^ffcO^UlfflV^ftflH^S 
^sp^4946778-^)^iiffltT, CF6 #^5-#£ii5if*:£S±T*#5o th^fet 
25 ^^^^^--f-^h^^v?^-^^^^^ (Green LL. etal. Nat Genet, 7, 13-21, 
1994)£ffll^T, tmttfcZ%$L£^Z>~ttfX%Z) 0 *Wnm\at, rCF6 Sjfe^ytfi 
hCF6 ^(DftteOTZmfrtbttWrfrn N *$l;ii/;*7My£ttADLfc^:/^K&£ 
fi£U N ^O^T^^^^LT^-^-^y^^h^^T^y^^^^iirfct)©^ 
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(RIA &) £^LTl 

HUVEC l**^^ ®£&?frS:^0U #mm*\zM&ZtlZCF6**W.CF6tiZ 

(CF6 T=*— CF6 7^^h^!)--^fe) 

CF6 T^-XK ttzlt CF6 7y*^*h£jLmi-fcfc<0**y-- 

AfrfftKlte, CF6(^«9PGI 2 M^S^M^MJ^ 0Jx.lf s HUVEC 
W^ibMS^O^tSM^*^^ *£i^1C£CF6^c»]U 
#&£ft5PGI 2 <£££ttl»4&-?fc56-^h-PGFl a fiSrMU 6--^h-PGFl 
a**Sjf jljp^5CF6T^^=^h^6-^h-PGFla4^«'>t"ST^^hiS:W5 

dW^tSo fe, lff&Lfi7^KVl£#£TT\ HUVEC if «!£W£C 

(CF 6 ^Hr^-cDl^i^&) 

*%Wte. CF 6 ^U-t7°^-^[l^&^^«o CF 6 ^^U-fe7 0 ^- 
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Z>1>\ Z.tlb\Z.mt>fo\ ZflbCDjvmiZ&^X, CF6 !iSMI^(f'Ji!i 1251), ft: 

^7y±^m^X. CF6 <D*<Dl"tz/'fi>-^<DW&b&$i-Z CF6 (DT^-^h^ 
^mx^o CF6 tmmtltik&bte, Jk* CF6 ^ffl^tioTSSU^t^ 

m\z.-&x%m\^tz.m&xm, Uijfc* cf6 ^^SA^ft^t^-c^v^ 

*fS*l**£#5£&, 'btii&M* &>bfc. Bftmshfc, Mskmrn, Jttt^f^ 

hifbtlZo ZombLXl*. B&Ms fcttlfc^ "ffi^ ARDS, «ttB8®iy?^£-£ 

cf6 ^ti^pj^m^. mz-te. v#>h\ mw, \s±zf*-, mmm^(D cf6 <d& 

m&m&1-%<D\Z%}%:&)ti:*<D7>?=*-Xh, feSVMi, cF6#^«y^sc£&-^-r 
5wfct\ CF6 gttSr^-rSwt^T'tSo r^bT^=^h*3«tt/ CF6#&«J 

12, CF6^{£iitJ«£&-§--f CF6 ?£tt£±§&-f 5ri:^T*#5o dftbT^ 
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*%w<Dzw-->?ij&*m\,*x'&tbti5 cf6 ftmizmvont, cf6 ^mmm 
Ms cF6T3~xht.izi* cF6T>fij-xh*mmm&y!>bLxtiim't2>w,&. nm^ 
5 mz&oxnifctz>z.bftxi<z> 0 mz.iz\ &&\zfozx&m*m^itt&n. %y±^m, 

yymb^^tzftm\bLxmmxz% 0 

znh(ommnmnm^'bn^mum^mLxm^(Dmm^^xmmx^^ 0 m 

-*^M>?^©J:5ftJft*#J* (4)^nrf-/W^^><^y^^oJ;5&^M#Js 
(5)*^Tyyi^;^>? ^fMCO&tifttm. (6) tKn^^ntV^f-^-fe/b 

<o&% i !&£b*%to\,x, m&m^tz\z%&mmLx$i%-tmmb~tZ)t)\ ttciz 
mmb-f2>ti^miR'tz>zbtfx%z> 0 

fcifSSlk (2)#yy;w<-h 80, h7$>hteb<D%itm, (3)£S#gtf-hy?^ % ^ 

m j $ , nm?g&m*%ii}U'tzzbtfx%5 e 

xmtimmiz. mpuzmimmiyvh, w*? s ^ <^>, ^ >^ ^-, k 
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M^fife5#\ — jKW(CfS;A(60kgtLT){^V^ft, - S K:o#jf$0.01~300mg, 
(CF6 fcfc^&fctemRNA) 

htcb^n^mmKMLX(Dnmmt±immm\tLxit^mfj: cf6 ae^fc 

temRNA ^ffi-rsri-Ct 5 0 
15 #5CiiST*#5„ <?/ivDNAii. a^ffiLT^i<, OfifcPCRfclXfS 

fexm\^zttfx%% 0 iE^m^mt(Ditmz.^-f^mmm(o±^<DmtK 

£9. &fc*5«fctfif A£1fcffl-C#5o &mi£&%\Z s #tBDNA£:iEtt& DNA 

CF6DNA i/N-f^y^X^-t-^rtfCi^lH^TtSo ^fcfcteUtEJiJ 

DNAE^JOitVMltfc^tt^K^-^H^c^m^-emm^lfttfcirtcDDNA^r 
fr<D?J\'%>V<D&Wl&<D&<k\z3:iQ > ^feliit^DNAIE?iJ^:^(wJ:^^tHT*t5 0 

25 ^^O^^tP^y^^^f L K7 B n-7'<DTW (array) Srfll^tT^ #J;iff 

#*i&Bmz&tfzm*<D?$m\Mmtrzbtfx%z> 0 
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mmm] 

mw<Dtzfr<DtmtLxm^czf7^\ xam&xxfs #ni£0yi-*ii^s*w* 
mmm^^otMLTjkLtz. ^ *%w<Dm&btevfrm%&ffiRv*%w 

7 D ^5KpG97S4DhCT[G]ti, 0 -#7*K^— £ <£N;fc»^97# g t.X(DT 

1, £75#gcD^>^;/^7^^>^^&$ftT^;5: 0 Gal-97S4D£P? 
Glu-Phe-Glu EJiJSr^tThCT[G] (th*^>h=><7532#@ <75T5yK<DC* 

xh^if-r^y>-»J»ttT'al^T*#6o S ft^S^T^K^-K^SDNAfg^fctfe 
^•#Sr^t>*TEcoRI-SalIDNA»f>ti:LT#Ai-tLffs j3Gal-97S4D£(D3M7 
f>'<fgt&&$LirZ)Z£tiiX%Z e ft*5 N ::©:/7;^K£#^r5:fcJHmW3110**«:, 
Escherichia coliSBM323fcife£U I3fc8ffi^£iftI^l3tgffiW$5BTfc:§:ffc# 
^:»IW&*$g3503^(FERMBP-3503)£LT1991^8£8B tt&ZtlX^ 

^7^KpGP#19RIf4x pG97S4DhCT[G]OjSGal-97S4D/hCT[G]^^ 
>/*?K£=i— K-fSiHSW, j3Gal-139S(E?lJ#-t4)/hProPTH 

NA^£SE^#££fcHi:T Eco Rl-Sal I DNAKfrK-iLT^A-f tLf£ x j3Gal-l 
39Sb<D**7?>'*?R&%$L'f%ZbtfX%Z> 0 7°y^KpGP# 19(#BH¥9-2960 
00;g|4)<Difc»^:/^Kj3Gal-139SaiProPTH 0>i&£lFB#£=i-K1-5 DNA g& 

#k Eco ri mzznAumx%z> 0 

T^SKpCRII It, Taq DNA #y*7~tf£fflv^ PCR fe(CTii*gt^: DNA ir^ 

tiE^^T't^-C^t^n^X^) WffAUto 7°^KpCRII \z£Z>M%fc 
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5 mmat, LB&mo. 5% (w/v) i%(w/v)hyyv>, o. 5%(w/v) 

NaCl), SBlgtte(2%(w/v)il#^^ > 1% (w/v) hy7°h> N 0. 5%(v/v)^li-feD 
-A\ 1. 2%(w/v)K 2 HP0 4 , 0. 3%(w/v)KH 2 P0 4 )£JBV\fc 0 

B#f^KJ&£-£fc 0 yyx^ffimomtiilZO. 5~1 n gDNA ; §r > ffii/ N T20 u L 

DNA£>H§to23~10M gCDDNA^ffll^50~100/i L Kl&ifc'FTfirofco S 

T^n-^^^^ftf-y^tt, £JS$!^l/5^S<D£ilM(0. 25% (w/v):/ 
a^7^y-^/P-^^15% (w/v) FicollTk^M) ^n^MLfCo 7#n-;*^ 
^^5C^<»]ffi^^77— \L\tTKE.;<y77— (lOmMby^, 20mMg^ > 2mMEDT 
A-Na, pH6. 8)£ffi^fc 0 77^K<£>flfi£#P#f , ^ct^DNAirjt^^ttMupid- 

1t a Ttfn-.x^/Ht^fii, ^®i-^DNAif>T-CO^f $|C^^-&T, 1. 0, 1. 5, 2. 
0%(w/v)£fflV^c o 7#n-*>r>^CDDNAte, SUPREC-01 (SM5t (tfc) ) M 

25 ^f— >3^J£te> 0. 05~l/xgODNAir^-^ffiV\ TAKARA Ligation Kit 

SDS-/JfyT^y^T^Kmm^®](SDS-PAGE)« > Laemmli <D%mz.mC1Z 
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(Laemmli et al. Nature 227, 680-685, 1970 ) 0 -f &;bo, U,mzi/42gjk<D4 
XSDSi^vy/W<^y 7 -(375mMhy^^^(pH6. 8), 30% (v/v) ^y-tn-yV, 
7%(w/v)SDS, 15%(v/v)2-^#yho^V-/K 0. 1%(w/v)7'oA7x/- 
)&flD;i, 95°C, 5#|Bl;&DS&Lfco 10m L £SDS-^yT^y"/U7^K^>(55 
5 mm x 85 mm x 1 mm*7t«x7=i (ft) ) KflfU 20mA, 80#ffl<A«£l&ft£fTofc 0 
^iSrlfefefK(10%(v/v)ftK,40%(v/v)^y'-yU x 0. 25%(w/v)^ 
•^v ? -^yUT>'h^>-R250) -e&feUt, 

C18 %7J*%m I >fc HPLC I ^^7°^K<DJlj?#f & XTfttm*. YMC — ODS - A3 
02(d4.6mmXl50mm)#7i*, YMC-ODS-A323( (dl0mmX250mm)#7.MW 

10 ±yjx.J*is— ) , InertsilODS-2 Cl8(d4.6mmX250mm)#7.MGL IM^^. 
(^))?T^tfcHPLC( 1 &j$M^Ff(^)LClOA Aifc(0. l%(v/v)hV7 

A-;tng^(TFA), Bf{£(0. 092% (v/v) TF A/80% (v/v) Tirh-hy/K SfcteO. 
092% (v/v)TFA/60% (v/v) 71rI*=MJ*) 0ftg4g£-?jgM (SE3S lml/£* 
fc«2. 5ml/#)U 210nm©ol^^J^^Tt 0 -^®^|+||!jtfTo7t 0 

15 DNA *y=f-e-tt, ^^-^/NV^Sfctt^^Ty^yai^VCttc) 
^J&tfco 

pgi 2 m±mimm, shr ^si^»M^^^^L^¥m^^j^, tHW 

-PGF1 a ) £$ij£t, I¥ffiUfc 0 fto^, SHR (DB^mW}WKfrb&%LLtz¥-mffim 

20 |&{i x 10%(v/v)^V^i^J&^^/^^z:^^^-^i:§^( D MEM)T^^ 

#u =>yji'-^>hftftm\zm't&*.v#mLito huvec ^, 2%<y/v)7*swjt 

Jhi*, lOng/ml EGF, 5ng/ml bFGF, 1 n g/ml /MTn=vi^y->, 10 m g/ml 
^^$JM(HuMedia *7tf9(m)X-mmZtt 0 6-^-PGF Ia f;£, SHR (D 

M^mmmfab&&Lti¥ffiffimm, ^tzit huvec m^un^mMLtz 

25 DMEM ^^T'SO^f^^^-^aVL^cD^^m-^^nfcfi^iJ^t 

jftLJEte, 75mg/kg^^^il5mg/kg^^yv?^^T^@^t^^h(75^Ri^ 
i-il^x-Tvi^ At, ^JfiLWtcay^tfeo 1-&fr*>, 20U/ml ^/-?y>£-£tf£ 
S^^7KT^tfc2*0^y^f-i/^x-T^^||S]MirfeAJEfi#M[^At, 
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& m ft m \z. w ?k l ± % x - t- % # v ? ? 7 \ z. m m t tz m x & & m ( c a r r ie r 

Amplifier AP-601G; 0 ) iZ&WiLtz, ^>7°Mt200iih (D 

[^js^ji] **7*>'**%&w&\^z> cf6 oissi- 1 

^^W^K^^O^DttSL^^LT^yxn^-^-if^ffi^S CF6 (DM&Jj 
10 &O^f!j^T^i- 0 

(rCF6 & £l>* hCF6 cDNA <Z)fiM) 

rCF6 cDNA te, 7yH3T li cDNA(^y^n~> cDNA 747*7}) — , ^n-yry 
* (ttc) ) &m%LkU rCF6-01 (SH^J#^6) *5«ttJ? rCF6-02 (E?'J#-$§-7) ^T^^-i 
PCR mMntz 0 i-ftfrh. Wf&te DNA tfy^— iffc KOD(3C#ilfrOBc))£ 
15 ^i/hfFflicDNA^^y — 10xR^^7t— 5^L, 2mMdNTP^^ 

* 7.5 /z L, rCF6-01 0.5 *i L, rCF6-02 0.5 n U U 35 L^&£KJ£*££ 96°C, 
30 #;56°C, 1 #;74t;, 40 #<D1W^£ 30 rCF6 cDNA 

hCF6 cDNA ft % fchlffK cDNA^s/^n— V cDNA 7^9!^-, ^n-^x 
(#0 ) U hCF6-01 (iB^J#^8) & £l>* hCF6-02 (IE?iJ#f-9) fry^^-v 

IH?iJ#-^-6 5'- ATGACTGTTCAGAGGATCTTCAG -3' 
gE?'J#-*§-7 5'- GTCGACTCAGGACTGGGGTTTGTCGAG -3' 
IE?iJ#-^8 5'- ATGATTCTTCAGAGGCTCTTCAG -3' 
BE?iJ#-J§-9 5'- GTCGACTCAGGCCTGGGGTTTTTCGATG -3' 
25 ^^crCF6cDNAioj;-0*hCF6cDNA iil.5%(w/v)7^n-7iM»©i, 
SUPREC-01(^M^(^))lCT[£ll|XU, ^xu^ri— tfl^fct) r CF6 £*:fi hCF6 

(ai^T-n^f ^— if fgaiiB^JSr^SDt^ rCF6 feitf hCF6 cDNA <DVMk) 
^xn#^-if|^t)rCF6^it^hCF6^0ffit^|g^^7^^^irae^^ 
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im-tZtMz rCF6 -ttz.lt hCF6 <D N ^^ifJ^-KI-^it^^© Asp- 
Asp-Asp-Asp-Lys ^=»-K1-Sit^E?iJ^«tOTJPS^|jf Eco RI mmm^n^ 

DNA^y^-^^Uc(rCF6E;E^J#^-10^J:i;hCF6E;I2^J#-^ll) o 
Sa^JS-i-lO 

5'- GAATTCGACGATGACGATAAGAATAAGGAACTTGATCCTGTACAG -3' 

o'-GAATTCGACGATGACGATAAGAATAAGGAACTTGATCCTATACAGA-S' 

E?iJ#-5§-10£> DNA mm rCF6 cDNA ^MtU rCF6E(IB^J#-^10) *3«fctf 
rCF6.02(E?lJ#^7)S:^-^-t-f5 PCR a* ALfc. PCR (Offf^ 

DNA^7-^(CttTaq DNA ^^7— (77-^>T(«))Srffi^fc 0 % 
rCF6cDNA 1 n U lOx &fc/<yy 7 -b n U 1.25mM dNTP 8 m L, rCF6-01 

0.5ML,rCF6-02 0.5 ^StK 25//L^^5Si^^ 96°C, 1 #;60°C, 1 
72°C N 30 8 SM^^LT^XDdr^^-^iljie^j^^^jpg^^ 

Eco ri mmmz sw^o rCFe cdna wl^ dna $r>m, p crii 

^n^=^(p C RrCF6EK)U,*«iE?!IS:*BLfc 0 H3«l::E7>J#*l 1<D DNA 
E5!»4hCF6cDNASr«FS!iU hCF6E(E?ij##ii) fcj;tjehCF6.02(E^J#*9) 

ty-T-^-ttz vcRmzxomKuz. RJt^m^yh(Dm^cmzxn^tz 0 m 

«Lfc DNA pCRII ^n^^( pC RhCF6EK) L> £*E?!l©*l5Ufc. 

^^KpCRrCF6EK *5j:tf pCRhCF6EK *ftHB** Eco RI fc\fctf Sal I T^O 
»rU 0.3kb^&5 Eco Rl-Sal I DNAWtf rCF6EK &«fctfhCF6EK £ftfc c rtl 
*>©DNAWtf tt, ^^n*-*-*-tf©»« E ?ij Asp-Asp-Asp-Asp-Lys(E?iJ 
#-5§-3)# N 5l?SS5(C#^nL^rCF6*fchCF6^t?^^-?^SfS:=3-K-t-5DNAlgS 

e*j**u ^<D±^mmmm e co ri, T^wgg^ Sa i i urn***. y°? 

*5KpGP# 19RI £rfj?jGB#* Eco RI £ Sal I vmWrU, ^M^^tf|^3. 5k 
bDNAW* fcWfiLfc. wtltDNAWf jtrCF6EK ^/c{ihCF6EK *3g*SU 
ft:/7*$KpG139SrCF6EK tpG139ShCF6EK %tz (EI 1 ) 0 

^$KpGl39SrCF6EK *fcttpG139ShCF6EK ^V^T±IisJMl09^^ 
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K^L.JM109[pG139SrCF6EK]^J:tJ ? JM109[pG139ShCF6EK]?r#^oJM 
109[pG139SrCF6EK]^i^JM109[pG139ShCF6EKji^ 3 L ^-77^^ 

B#W^ft&fll£ 1 mM \z.tt£o\z. IPTG £»l-£^-fft}#*t/'c 0 i£*$3 
5 Lit, 6000rpm, 4 c C^T10^^it^(20PR-52D; 0 £8Hl5J5f (#0)U M^HHR 
Lfc 0 0.5 %(w/v)TritonX-100 £"atf 20 mM H;*&®KpH7. 0), 1 

mM EDTA JOi^U 6000rpmT\ 4°Ct^T15^^ii^ 

(05PR-22 ; 5 ilMim (#0 ) U -O-^- i/ 3 >#T' J- kLX* 

mmzmmstLo itmm^^mm, m^vmittzbiz. 3[e»3su w^w?*?^ 

10 /^ff£#fc 0 hCF6^7^>^1ft>[^^gU/t 0 
(^^>/-?^K^e>OhCF6*3it/rCF6<^§]0llibi:fll5!i) 
^^W^K^^rCF6^^ai-t-^fe^-ii>^ t 9tUt^mi:U-C7T^^-■XaffiV^ 

^ffi$-tirsfe*ic{i, 2MU±(Dfcm>&mxfo } 9, ^mm^xn, 77^-xa 

Xa#&S^ft5o m^#&T<D77^^-XaOS^#m+tfl©<, 

^rx\ ^ffiUB^fcLT^^n^T--- -e&m^ZZk-Vs CF6 (D^DUtHL^spSrefe 
HLfc 0 £1\ &mMrCF6 ^7^^^7f4mg £ 10 M 1.75mL iL^mt 

20 Lfc^, 3S'frl£T^$§4&j£8ttf8fcV Vfc 0 ±ift \Z 10 x EK s^yy— (200mM MU&Bfc 
(pH8.0), 500 mM NaCK 20 mMCaCl 2 )0. 5mL, 30U(^J3. 4/zg, Sf<Oft 
1200 ^©lD^x^rn^ft- if C^T^-WtfOJfc&flnU 3&@7k-C5mL it 
fc 0 22^-^^^, frfcm* SepPakl8(l7d— ^-X(^) ) {C^tT^^K^ 
Ktf^itrfco Kifft^^y^KttO. l%(v/v)TFA ^-atf80%(v/v)(D7irh^hy 

25 /^M^ffit^o $tiJ&ti}jfc*£fS;i*^ 0. l%(v/v)TFA l/10*SrY 
MC-ODS-A302(d4.6mmX150mm)£&&LfcHPLCK&U f-^^D — K$ 
^14. 2^N;i^tB£tV5fc 0 -^£rCF6 ®#il/C#©Ut(EI2) 0 l^1$OjftfN:10!E] 

M$kCF6 W#i*. mfeft&'&0. 1%TFA il^L, YMC-ODS-AM-323 £ 
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&m.Lfz HPLC IZXmULfzmS, %B: 40-43/ 18#;ffiM2. 5ml/#) 0 m 14. 2 
^i^ffi-f 3t°—m, ^M/jt^^L, rCF6M&tltz 0 rCF6 <DflSitJ2 % Mi 



m\ MALDI-TOFMS (VoyagerElite ; B^-ir/T^ '($0)Tv^ >t°-^T 

hCF6 0^7^^°^Sf^b©^Jt)tfclLtffifi{«,rCF6 (Dm&kmmzfivIZo h 
CF6fi, a^^HPLCT1^18. 0#«ttiUt(II]4) o ^n^h<Dlt^-Cfi^ 10.5 
#fc&fcfciLfc(S5, EffflSlg&Jia, %B:45 - 48 / 18#)„ fHi£terCF6 I^B< 

hCF6 *5«fctfrCF6 li, 400mg<D** ! 7#>s<?'gtfrt>, ^tl^ft, m 210 ng *3«fctf 
m 290m g #<bi^ $WltiLSWJi, ^tL ; ?n^l5%ioiT>^20%Tfc'9, #J9tBLJ# 
*tLT77^^-XaSrffiV>fc#^(HIl|X*8%)^JtL-C, 2-2.5 ff(C^#L7t 0 

[HJi#]2] JyYfoMq* CF6 ©Sl^ 
(^75* CF6 ^f-=¥^[^(^rCF6 irC#) (Oft®) 
rCF6 (SB^J#^-2)cDC7fe^l9T5y^^N^iC^x-f^#^PL^f+20T^y^ 
b ft 5 ^ 7^ K ( CFPTFNFEDPKFE VLDKPQS :C-rCF6(58-76):gE?iJ#-*§-l 
2)£ Fmoc mSmc£<0&}&U C-18 #7A£fflWc HPLC ^xmmLtz 0 ^^7° 

^^h(CFA)TfUk$*fc^*^f-d E iO : Sf^T4^^S#^ % t(02m, 631, 8 
a^^^^7n^^hT^^^S(IFA)-e?L{k$^fciJi^lRl«^g^.LT^^$ 

ELISA KTSU^L&o ^fuO!>^Oiitt(^JjL^{i^50^TT\ ^t/c^f-=^© 
ifl?f OtfiMte, We*l59, 600^81, 400Xh^tz o jfiftfi, tftm^^6mg% 

h T^fflt, mmLtz(me) 0 mmL±^mmm^, o. i%(w/ v )NaN3 
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pbs mm^ftLTmvr& , &m ^x-sovxu^lt^ 

(rCF6 mg<DW\fc%m<Ds3>fe) 

rCF6 (mm^-2)OC^m9T^mONm^vi/y%tfmL±tf20T^ym>b 
teZ^f- K ( YFPTFNFEDPKFEVLDKPQS : Y - rCF 6 ( 5 8 - 7 6 ) : (IH?iJ# ^ 1 3 ) 
£Fmoc Sl&dW^U C-18*7^S:fflV^HPLC KTttJSiLfco Y-rCF6(5 
8-76)0^ltt43^^Is^( 125 I ^;Wb)^>7^h^ c -^^-if&(Cj;^)m\ 
125 1 7^</WkY-rCF6 (58-76) (1 C18 \fc HPLC IdTM^ 

Hj£5^L-m, 125 I ^Mfcftlltfcttt^Sifc^ f-^v^O^lci.tOPlJk 
1rZZb\Z£<>Xfe±1-ZfttiiWg%:&^^1Zo 1~&:b*>, 0. 25~32ng C0rCF6^ 
1 00 m L b:CF6 fet^(2500f&*H?) 1 00 ju L i^if 1 2 Btf^J&^fc^ , 
r.*U£ 125 l7^WbY-rCF6 (58-76) 100 mL(20, OOOcpm) £«]LT, ^bfclBfe 
£j££-£fc 0 miC200Mg/mL^f-^r IgGlOO^L *3«}:tfl0% (w/v)/#y^uy 
^ya— ;V6000£r£tf RIA/<^7T-(50mM Na 2 HP0 4 , 80mM NaCk 25mM 
EDTA-2Na, 0.05% (w/v)NaN 3 , 0.5% (w/v) ^JfiLtST^K/^ pH7.4)T'60f^ 

OOOrpm, 30#R8at£^ ±flt£l&€\ «0 125 I^V^^>-^-^T^J^L^ 0 i~ 
-<T^)S:j^«4 0 C-efto^o W&$ks 0. 25~16ng/ / 100MLOfGffl-r\ Sfc^CjSi: 
^#^J^felt?§tt^«l^$tlfCo tot, f-^/l^tf ©rCF6 **oa«^feSr«:5£ 

(7ybjfo.^ c PrCF6cD$J£) 

M$<D$J£#££^V\ 4 ®^©tl14^JkEES^^7h(SHR)^jE^jfiLi±yyb 
(WKY) x M^(dl6ii^O SHR £ WKY <DJki$EFTCF6£S!l£Lfco 

#^5EE07ixhiCoV^T, lXl0^ft(Dl%(w/v)EDTA-2Na mm%^t? : &MM 

-80X:X&ftLti o ^Oj&l&O. 8mlfc:2N&&0. 2ml£«]&, 4°CT 10^M^«t 
7t c 4X:X 10, OOOrpm, 30 #Mit'fcU Z<D±.m% SepPakC18 
0. l%(v/v)TFA 5mlX 3 E?5fc#Lfc 0 tiy^b, 0. l%(v/v)TFA ££tf60% 
(v/v)Tirh-hy^^2mHC^(±i^, IST-CS1S:I»SL, 0.2~0.4ralcO RIA 
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200pg/mLJ^±Tfco^ o 4SS&Tf2 SHR £ WKY^jni^trCF6^ig{cM^ 
ftVVL^ 163M#T1i SHR (Dltm^vCF6-M^t^M^mUL, WKY Ott^it^ 
i*a»ofc(p<0. 05) (&1) 0 

#^J£L-T^5 g &38^iSifo.JE*-7VU (SHR) ICfc^T, j&Dff^&fr^iSjhjEOSS^ 
irt^icjfiLtrCF6 fcgriSif fln^^a^fctjftfco -Tft:b^ PGI 2 O^tcjgH-f 
5*iJkIE©$g^E£: CF6 Oil^tcfitagS^fesr^^^fep,^,, 
[*1] 

^l:M*rCF6«^( pg/ml ) 





WKY 


SHR 




414±123 


216±108 


16jllft 


294±126 


2310±813 



(HPLC ^iSRIAffif-^^^O^rCFe^t^S^ttlj^O^) 

j7trCF6£iftte, rCF6<£> 58 # g ^76# @ £W&tftf£ftjGiStLTflIl!!Lfc„ ^© 
7tfe, ±12 RIA ^TilflJLfc CF6 ifclfi, rCF6S* C 3fclfr >t^tf^^-KO*t 
^*ix5„ RIA f->-7°^ HPLC dT^IIU #M#OftrCF6^^j£te£lli^fc 0 
RIA ffif-VT 0 ^ SepPakl8(^ffi3t§*, 0. 1% (v/v) TFA ££tf 60% (v/v) T 
i-h-hy/^^T}§fciit/c 0 ^ttlbfc^^Ki, *jgft*|^,0. 1% (v/v) TFA Id 
?£fi?U InertsilODS-2 C18(d4.6mmX250mm)^y^(GL ($0 ) 

fcHPLCfCT^I. #MLfc(0. 1% (v/v) TFA £-£&20 % (v/v) Tirh^hy^ 

mm-mx*5ft&±m&m, 2o-eo%T±h^vv^w:mm^3o &vmm) e ^crCF6 
^^fflv^±E»j^^T^^s^^9o%^±^rCF6 tmzmftfcmitii-z> 

-ttett* «*IC#7£-r§^rCF6 ffi#£/£tt#^<&90%^±li,rCF6fi33l5 C 
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ftMRfom^ hCF6 (&$m^rl)(D N &Ml0^27T$;m<DNi%\^7> : T'(y*tt 
WLtzn 19T^m^l^y^ K (CLFVDKIREYKSKRQTSGG : C - hCF6 ( 1 0 
-27) :IE?iJ##14)fcKLH£<£&£fe>£/8V\ [gMM2]bffimzLX, hCF6 KM 

5 -r^>fetjkM^#fc 0 &mLtt-y-*r<Dihm<otfiftmiZs 123, 000 1 121, 300 

-Cfcofco £ahCF6 StflcJi[||Jte^j2]tlRl«l(CJWJS[tfco hCF6 0«iJ£5fUi, 128 I 7^ 
;Wfc^:/^KK:hCF6 (K#l#-§-2)0 N 5l5iigl0~27T^/K^^Ji5^7 p ^K 
CLFVDKIREYKSKRQTSGG :hCF 6 (10 — 27) ; IE?iJ#^15) ^m n p a iLTh 
CF6 SrfflWcJ^W:, rCF6$J£^£|i^cLT^MUi 0 

10 

[£160lJ4] ^rCF6&#0)7:yhjkjEE{::^;i5## 

163I$fW SHRtWKY^M^II#»^rCF6^(0. 3, 1. 0,3. O^g 
/kg)&#-7*&-£U KMfiE^^ibMi^lliL^^^J^L^o ^(D^m, SHRTO, 
15 £trCF6 ^1*S#^J;^¥^Mi£^{STL^(D{£T^(iffl^fe#^T'feo7t(El7 
*3J:tf08) o WKY -ete£trCF6 ^S^I^tJ^TS^iLjE^ftfi^^^ofe 
(08) o ##Stt*ihm#(IgG: 10 M g/kg)Og4-tt, SHR £ WKY <DWiM 

20 ^^^o^^hl&LBEig;Tf^(C^^^rCF6 JftfrOj^fcHl^fco 16iI$fW 
SHR WKY ^5^=^(0. 3, 1. 0, 3. O^g/kgj^Iil 

^J^ftKtf-^&^L, ftMffiS:SI»jDRJ:t)ajfiL6«]lc:a9^U^ 0 #[rCF6 
#Cfr(3. 0/ig/kg)?r^:Jfi|»»^-7^S4^, TOic^v^-^&^L, Jk 

25 *e>*£^ 7>^-^S-^}iSHRiWKY T\ fflfi<&#ft{akJ±£{£T£i^(ll 
9-l:fc«fctf|2l0) o SHR Tte, £trCF6 ft#&^J;9:/^^>&^J;5 
JfiLE<£T£*i&$i*rfc#(l2l9 - 2*5 10), WKY X-\*&Wk*ttt^1t m 1 
0). 
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&j£fM!£7FU cf6 (Dmmt\ stm^o cf6 <Dy&mfcmmi-z>i£&<Dmw;<D&m 



rCF6 ^yyV(DskJ£\z4-K.6B^M^tz 0 15MU<D SHR ttztt WKY £fi*g^ , 
^H#M^rCF6(0.3, 1.0, 3.0// g/kg) £*'-7*&^U 
jfiLWlc:»JSt^o SHR 33j:tf WKY fcfcl/VC, rCF6 S^f^ffi:!^^^®] 
MJ±^±#hU^ ^(DftmtZ WKY £9 SHR {CfcV^-Ct^^T'feofe (Hi 1, 1212 
2). 

Jh* CF6*gj&SiS5V^ SHR ^Bl^T, CF6 ©^^^S^lc^bn^Cirfi, SHR & 

mmM4V(D^vCFe fcW\Z.£Z> SHR lkJ£(D&T{m(Dfa%:k&t>"£Z>t. CF6 T 
=f=.^h*5it^ CF6#$PlS3gW\ &Lfo*p(D CF6 #igIig&ft$<D£&KTfc5i*ilk 
EE(^v^tS^^/^^^^i9#5 0 -t^-b, iL* CF6 »&0ftWP{;J\ jfn.4 3 CF6 



EDTA-2Na ?§M^'Ert?al^ti^fflV^T#MJ;l9^J^ILLfCo 

T^tJl»J&fl?(PTCA) (D^mxm, SUflLte, MB,2, 3, 5, 7, 14 5 {^To7t 0 
#bnfc«^^£P3i^(^it, M£tefcBLfc 0 80t;Ti£#L 

hCF6 iiJMf-^7°^«ik^^^^TcO^}£T'iiMtfc 0 *tt£t>%^ iMO. 8mllC2 
N 2ml%mm. 4°CT* 10 ^FalMLfco fcttl, 4tT* 10, OOOrpm, 30 #P3 

-0±vS£ Se P PakC18 *7^fc:^D, 0. l%(v/v)TFA 5ml"? 3 0Sfe^L 
fc c 0. l%(v/v)TFA^tf60%(v/v)Tirh-hy^?g^2ml^{±l^, 

K£TT$£jB££l&£U 0.2~0.4mlO RIA ^y^j-d^fU RIA ffl^^VP^t 

hCF6»Sli, %m^LhCF6^mmtL, feihCF6 Steffi V^[HJfe^j3]OrCF6S'J 
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*Y=ty\?})7ftm<D#>/<t'%-&hZ> CF6#\ 7yh<Dfrftt>-? thlz^^XhskW^^ 

te-tzztimmx^tzm 2S) 0 cf6 

5 l*$6aEB£fcte2 B @T\ ^(Dl&L^4 3 CF6^tt22.1±1.3ng/mli^I^t/c(ll 
23) 0 3BfiE 0 *3<fctf 2 0 SOjfoJt* CF6»gft, ^ft-eft 20.2±1.4ng/ml£ 17.7± 
1.5ng/mlT\ 14 B BE> I3.7±0.7ng/ml Id it'*, ^Ici:iiSHit£^L7t(l§l 24; Fisher 
<£>PLSD :p<0.001*5J:tf p=0.01) o 7 B a*3«fctM4 B @<PiL&* CF6 ift^fi N ^ 
tl^tU 13.7±0.6ng/ml t 13.7±0.7ng/ml X\ A<DU^<^Xi&TL± 0 

CF6 ^ CF6 m&<Dmfe1>m&r%mkLXGm 



[MMM7] HUVEC J€^±?f m*P^(D CF6 

is ay^u-^hfctti&o huvec <S\ ^v'l&iSjk^^^vngg^-^* (E 

^lOcm, <<hyjE)U 24I^M, 48NfW, 72 0#r H ^^j#^±^f-^7°y^(#^ n 
=4)U hCF6 *^38l3tU7to HJfi^J6l5«0^fe-C, #£±i*£#! ! gU hCF6 fe£ 
£$'J£Lfc 0 SB#^)(-^*±?t c f , 0 CF6 »g#i|anu HUVEC ^hCF6 as&ffiS 

20 tot, &*M&«£#f*sfco huvec *£»q^»]u mmmwzfimztizc 

mum^n^b^x^ 0 



187 SHR ( 1 6~20i§tf0 <£<W» ( 1 52g, $JizK * K 10 #R5;6fett) ^ 1 N ifclfc 
Sram^fctT^^KSrttttJL^otttfcl^fi.Sephadex G-25(l. 5x30cm)f::&U 
0. 5miro#®Lfc(^3ml/#;[I]12) 0 f£f£®# (19-21) te x InertsilODS-2 
C18( d4.6mm X 250mm )#7-MGL ^^V^ (t*) ) ^MUfcHPLCtCT^, 
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shr (Dm^mmm^hmmLtzmmmm^(D±m^^m^^6-^h-PGF 

la£$J£U WffiL1t 0 mmLtz-<7zf-Vmi4)lZ, 7^&EJiJ##ffKPPSQ-l 
0;lilil^(tt))^ffl^T ( N * S 3 9 7 ; / I 

( NKELDPVQKLFLDKIREYKA KRLASGGPVDTGPEYQQEV ; IS n $ ^ 2 CO 1 
~39TS/&;K?!l##16)$\£fc AsnN $HS?&<PBr;t£YMC-ODS-A302 
(d4.6mmX150mm)£&i$UtHPLCl::T»$!!U DRELFKLKQMYGKGEM ( ; IS 
?iJ#-*§-2C940~557^y ^ ; IS JiJ#-^ 1 7) , DKFPTFNFE ( ; Id?iJ#^-2CD56~64T^ 
/^;IH^J#^18) x DPKFEVL(;IE^J#-^2C065~717^/^;gH^iJ#^19), 
DKPQS(;E^J#-^-2C072~76T5:ym;IE?iJ#-^20)(Dia?iJ^^:L^ o r^CDE 
mt, l 7yYzfuys1fom i & ATP ^»*<D1h^-yhTfcSrCF6(gE3?iJ##2)i:^ 



[###II2] ^7^^^R5§mfel-«t5 CF6 cOH^-2 
^^^/^^^©•^ 1 9ttJL^iLT7T^^-Xa^V^§ N rCF6(SH^J#^-2)C0 

(rCF6 DNA CDDIM) 

N *fl»i^77^^-XaK«SH2F"J-Cfc5 lie Glu Gly Lys BB?iJ(E?iJ#-i§-21)£tt2jPL 
ytrCFe^^^lC^^-KI-Sjtei 1 ^^ DNA Ifrtf^PCRTitfCo «FS!i:tT, 

ioo^t i^r H i^styc:^h^KMcDNA7^7y-(^n^^(^))^ffiL, y 

CF03(IS^J#^-22)joctt>* CF04(gE?iJ#-J§-23)£ffl^fc o 
DNABrtfttpCRII iC^D-=^(pCRIIrCF6Xa)^, DNA&gIB?iJ£2fc£U -t 

IS^'J#-^22 5'-GATCGAGGGACGTAATAAGGAACTTGATCCT-3' 
I£?iJ#-^23 5«-GTCGACTTAGGACTGGGGTTTGTCGA-3* 

^7^5KpCRIIrCF6Xa SrftiJPfi^* Eco RI Sal I Tl»U 0.3kb frtbftZ 

Eco Rl-Sal IDNAI0Tit^#^c wODNAIftJtWu T^^KpCRII DNA &%(D Glu- 
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Phe-Gly-Leu IE?iJ<£> C *#ffil^7^-Xa 0^3£gE?iJ Ile-Glu-Gly-Lys j&Sjjg^Lfc 
Glu-Phe-Gly-Leu-Ile-Glu-Gly-Lys IE?iJ(IB?iJ#-^-24)#rCF6cD N *i4(-#^Lfc 
*^*Sf£=-K1-5DNA&SE^J£^U ^0±gfElC$iJPfi»* Eco RI % Tifcffi! 
PSgt^f Sal I lF|JffiSr^1-5 0 :77*$KpG97S4DhCT[G]£fl§iJIKS*3j| Eco RI t Sal I 
•C^OBff^, -<**-|fl5#£r£ir#J3. 5kbDNA|ff>i-^P^tyCo 0.3kb a»£>fc5 

Eco Rl-Sal IDNAllrif £iI££U 7°^^KpG97SDrCF6Xa £#fc(H]15) 0 
(rCF6 **7#>s<?9t%$Lbfitm:) 
^7^^KpG97SDrCF6Xa &m^X±ffimjM109tt*M1t&»:U JM109[pG97 
SDrCF6Xa]£^fc 0 JM109[pG97SDrCF6Xa]S\ 10 n g/mLv^lWy^^ 
tfLB#iffi£®9IU 37tT 6 P^Jg^Lfc, ft&»g(OD660nm)riS0. UnftSJ;? 
J&*&&10 /z g/mLr^f-^^y Vt5mMIPTG$r^tpSBj§ite^^at % 37°CT16 

#*^£6000rpm,4t;fcT10#ra&'L>(20PR-52D> e£$Uf£BT(80)U 
IsIllRLfco ImMEDTA-Na tf20mMH;^^K(pH8. 0){^Si»L 4 

y^U^\LXm^Ltz(10, 000psi;2[E]) o 

M#«»i££8, OOOrpm, 4 < CtCT20^KS'i>(05PR-22, 0 SdKftBrOtfc) ) Lfc 0 
MSrO. 5%(w/w)TritonX-100^tf20mMhy^^(pH8. 0) 30ml{c!gflB 
3, OOOrpnu 4°C(CT 15^MiS^U, jRSrHHtKU^io w©»fl5£4H)*fc?>jgU 

^^W^JC^fb^<9£tJU3:, 3mg/mLMMM^7^^fCS^50//g/ 
mL7:r**--Xa(Sigag(t*))£:JBV\ 2M^HlSr-g-tp50mMhy^®(pH8. 0), 1 
OOmMNaCl, lmMCaCl^M^T, 37°C 4B#Fi3KJE£it:fc 0 fcfcmi SepPakCl8 
*7^l:Kf 0. 1%(v/v)M;7^o^t?^l,0. I%(v/v)hy7^ng^ 
K£^tf 80% (v/v) 7irh=hy;u&&fc^:/^K£II]i!XLfc 0 ^WMfi^fe^, 
0. l%(v/v)TFA iz®ML, rCF6 teYMC-ODS- A302£&ijftLfcHPLCt;:T*lf 
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CF6 (DM&%fe&&mvhZ)i:&t>tlti 0 



5 #%$J2-Cfi!gLfc, 1, 10, 100nM©rCF6£^fr DMEMTHUVEC£37°C, 30 
##*U CF6lCj;3PGI 2 S^fflJftiJSrH^o PGI 2 g£f;M&&*£#$i*ft5PGI 2 

i-PGI 2 M±£»JLfc(|g]16) 0 luM <D77i?*->ft&TV-hm&<D&WiZft\t\ 
10 7) 0 

10nMOCF6tt, 2^ g/mK^-y-v-r^(c:j;?)PGI 2 M4±#^WJLfc^, 
faJte#tf>£>S^nLfclOng/ml T9^K^K*3«t^l0ng/ml PGH 2 =fc5PGI 2 M±± 

PGI 2 fi, y>flgK£ffl3g&»£LTM£$jh,S 0 -fftfr^ !^BgK2^ PLA^^ 
15 VtitstltcTv^ymK Wv**is?i---V\MPGK s \Z.m&iS^ ^fCPGL,^ 

<fcoT. CF6 0f1UB2S, T^KV®K\ T^K^gfcfr^-KfcT^Og&TfcS 
PGH 2 a»b<DPGI 2 jg££&#JUtl^, *3j:tf % PLA 2 <Z>?£t£{l^g^<PGI 2 
20 &lM1-ZZbfrb, CF6 ^PGI 2 M^«Jft0^tt, PLA 2 ^OPl#Tfc2,r<b^^$n 



[#%^4] CF6CDT^K^<DM»Jft^ 
#%#J3^ CF6 ^PGI 2 M»$iJ^ffl^\PLA 2 ^ffl©Plf:[cSo<-i^^$tL 

Ca 2+ fe#t£«ftM PI^(cPI^hCa*##tt#i&I! PLA 2 (sPLA 2 ), 
Ca 2+ imftm PLA 2 (iPLA 2 )(C 3 oilWW5 0 Ztl^tKD&mm&m^X, CF6 

HUVEC ^[ 3 H]^T^^rK>^#ST^24E#^^^ s ±£» DMEM Hgx., 
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iSHf^P^Jt^([Ul8)o £blzmmonm%lvM07'7i?*->ftl£Tr*ft\;\ CF6 

Ikl^ l M M <DZfyi?*->ft&Tt1tl*#&tET\Z.&tfZ>, cPLA 2 PIUF^'J (40 fi M 
AAC0CF 3 ;T7^K^ffi?37^n^^V-irh», sPLA 2 PlW^J ( 1 M M OPC^WA- 
^v^n^/l^;^/^^) , £fcfi iPLA 2 PI^IJ (1 u M BEL;^n^^iy-^ny 
»^«t5 HUVEC frbOTy^Vy&m&nmttmZM^tZo W&Zk, HUVEC 

[cfc^Tte, cPLA 2 Pi^^Jco^.^r^^K^^^lf^^^J-rawt, l-ftfr*>, 

HUVEC a»S><DT7*K^Sfti8liltt:B8fr5 PLA 2 «cPLA 2 TfcSri:^^^^ofc(lll2 
0,21)0 

cPLA 2 te, T7*V>m^W>mm^^m£*^L, //Mt-^-OCa 2+ M 
fcHHW^ cPLA 2 teIWa<DT7*K>^ftl^Wb1\ ffcJEK&T-SgftT? 

*h~>-m<Dmmn(D\cte\,^TbM^te^ttimbfrW£V. cpla 2 ^Pit^^i^^s 

J^^^-t*rt^#$tlTV^(UozumiN., et. al 390 618-622, 1997) 0 
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I. %y^J>?77??~-6(CF6)VRmmZ%&}l£ftk'fZ>fiLm% 1 <D CF6 tmw* 
5 2. CF6 PtWJriS CF6 #$jW&ff$fcte CF6 T>fi*-XhVhZ>M #*Il^!2 

3. © CF6 'L^^, JftifbJfoflE, i«Jkffi 

mm. mm^-m, msk&%%m&mn. famish wmwmmmvhz, m^mi 

4. cf6 mmmttft cf6 z^j&ftti-zikm^o cf6 &*&Lx^zm£<o 

5. CF6 IKSffl^ CF6 Jt£fcfi CF6 T^-^hT^SIS^^^IEifeO 
15 6. «*4> CF6 as*j£LTV^&J£tfSJg«g % fcteBS^ »§S, ARD'S, «£H 

20 8. CF6 mmm& CF6 #$#]ftijifcfelfr*fcf* CF6 T^=-*hT*fc$ST!#*S7(£fE 

$e*L^ Jfrif5ifoj£, iftiftLJE^ Hjk^RE^, P^St4»MHl^ wiwmt, 

10. CF6 KJg*iJ£fcM: CF6 £*3bfiR£&1-S, PGI 2 iSffl»Tfc5«6*d3J:t;/* 

II. CF6 Koalas CF6 ^^{Sii^KtfcH CF6 T=r -XYVhm **I 10 iCfE 
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12. PGI 2 fimfflV&Z> ! fe!&&£Xfi/$.lL\*cPLA 2 <£f£ffi<A/LilLfc^J&J&\ BW. 

m, &&m&. ards, mmmv^zt&%m$.&&vh^ tmmo^ 

13. $®L7ti»f->7>*<z) cf6 ai^^au^-rswi^m^-t-SsiL^to 

14. u^Ltzskmi->^^^(D cf6 ai^su^-rsrtsr^mt-rs.jfiLM^o 

15. fctCF6#C#:;5\ thCF6(E^iJ#^-l)^{t9s/hCF6(iS?iJ##2)0^|flJ*fc 
io \*—M*fambLXlfcM£titih<OVbZtll#i& 14 IdSEtfeo^BrSbaJo 

16. CF6^{^<D^^y^7°^K0Se^mmx.S^^J:-5M3t^rfeTfeoT, 

15 ±£J£*U ^en^^y^^/^^^xo^^-ifT^^tTCFe^fc^©^ 

17. Jk^^ CF6^^it«fc^i^LTV^5^B^^ll^tIr$0^|lf^T» 

20 i8. turn* cF6m&&#tottnm&Lx^5m&AKPGi 2 <D^&t.it\t&mk 

19. skWi* CF6^^ii«fc:^'>tTV^S^ x cPIA 2 ^ffiO/Liitfc« 

20. CFG^^^ii^^c^^tTVN^^m^^^^gg^^i*^^^ 
25 $r2fi£ 0 
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PCR(rCF6-01/rCF6-02) 
(hCF6-01/hCF6-02) 



rCF6 
hCF6 



PCR(rCF6E/rCF6-02) 
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rCF6EK 
hCF6EK 
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03 

CO 
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P lac 
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P lac 
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i. -&tim 

(1) tliil A : +i-> h u-tK^tt 

(2 ) fgBJcD&fft: ti v7° ] ) >#7 7 5 9- 6 ~BLX$ : £<D$ifo<Dffim.m& 
(3) SSJ'JCD^ : 2 4 

: 7 6 

SH^U : 

Asn Lys Glu Leu Asp Pro He Gin Lys Leu 
Phe Val Asp Lys He Arg Glu Tyr Lys Ser 
Lys Arg Gin Thr Ser Gly Gly Pro Val Asp 
Ala Ser Ser Glu Tyr Gin Gin Glu Leu Glu 
Arg Glu Leu Phe Lys Leu Lys Gin Met Phe 
Gly Asn Ala Asp Met Asn Thr Phe Pro Thr 
Phe Lys Phe Glu Asp Pro Lys Phe Glu Val 
Leu Glu Lys Pro Gin Ala 

B2^J#-% : 2 
I2?|JC7)S2 : 7 6 

h mm 
mm ■. 

Asn Lys Glu Leu Asp Pro Val Gin Lys Leu 
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Phe Leu Asp Lys He Arg Glu Tyr Lys Ala 
Lys Arg Leu Ala Ser Gly Gly Pro Val Asp 
Thr Gly Pro Glu Tyr Gin Gin Glu Val Asp 
Arg Glu Leu Phe Lys Leu Lys Gin Met Tyr 
Gly Lys Gly Glu Met Asp Lys Phe Pro Thr 
Phe Asn Phe Glu Asp Pro Lys Phe Glu Val 
Leu Asp Lys Pro Gin Ser 

gE?'J#^t : 3 
@e?'J©S$ : 5 

BE ^!l : Asp Asp Asp Asp Lys 

62^IJ#^- : 4 
@B^'J<Z>:B2 : 13 9 

S2^"J : 

Thr Met He Thr Asp Ser Leu Ala Val Val Leu Gin Arg Arg Asp Trp 

15 10 15 

Glu Asn Pro Gly Val Thr Gin Leu Asn Arg Leu Ala Ala His Pro Pro 

20 25 30 

Phe Ala Ser Trp Arg Asn Ser Glu Glu Ala Arg Thr Asp Arg Pro Ser 

35 40 45 

Gin Gin Leu Arg Ser Leu Asn Gly Glu Trp Arg Phe Ala Trp Phe Pro 
50 55 60 
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Ala Pro Glu Ala Val Pro Glu Ser Leu Leu Glu Ser Asp Leu Pro Glu 
65 70 75 80 

Ala Asp Thr Val Val Val Pro Ser Asn Trp Gin Met His Gly Tyr Asp 

85 90 95 

Ala Pro He Tyr Thr Asn Val Thr Tyr Pro lie Thr Val Asn Pro Pro 

100 105 110 

Phe Val Pro Thr Glu Asn Pro Thr Gly Ser Tyr Ser Leu Thr Phe Asn 

115 120 125 

Val Asp Glu Ser Trp Leu Gin Glu Gly Gin Thr 
130 135 



E?iJ#^ : 5 
@B^iJ(Dfi^ : 9 7 

@E?IJ : 

Thr Met He Thr Asp Ser Leu Ala Val Val Leu Gin Arg Arg Asp Trp 

15 10 15 

Glu Asn Pro Gly Val Thr Gin Leu Asn Arg Leu Ala Ala His Pro Pro 

20 25 30 

Phe Ala Ser Trp Arg Asn Ser Asp Asp Ala Arg Thr Asp Arg Pro Ser 

35 40 45 

Gin Gin Leu Arg Ser Leu Asn Gly Glu Trp Arg Phe Ala Trp Phe Pro 

50 55 60 

Ala Pro Glu Ala Val Pro Asp Ser Leu Leu Asp Ser Asp Leu Pro Glu 
65 70 75 80 
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Ala Asp Thr Val Val Val Pro Ser Asn Trp Gin Met His Gly Tyr Asp 
85 90 95 

Ala 



I2?|J#^ : 6 
SS^JOg^ : 2 3 

w.n<j)mm : D N A 

IB^J : ATGACTGTTCAGAGGATCTTCAG 



2 7 
DNA 



E^iJ : GTCGACTCAGGACTGGGGTTTGTCGAG 



@B?"JcDfi£ : 2 3 
BH^J^SM : DNA 

SH^IJ : ATGATTCTTCAGAGGCTCTTCAG 



ga^J#-^ : 9 
SB^JOfi$ : 2 8 
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IB^'JOS^ : DN A 

@B?iJ : GTCGACTCAGGCCTGGGGTTTTTCGATG 



I£?iJ#^t : 1 0 
ge^iJcDS^ : 4 5 

May- : 
gE?'J©SII : D N A 

GAATTCGACGATGACGATAAGAATAAGGAACTTGATCCTGTACAG 



SS?iJ#-^ : 1 1 
IE?iJ<Dfi£ : 4 6 

mn<Dmm dna 

GAATTCGACGATGACGATAAGAATAAGGAACTTGATCCTATACAGA 



: 1 2 

IE?'J©ft£ : 2 0 

htfni? — : W-mtt 

IB^'J : Cys Phe Pro Thr Phe Asn Phe Glu Asp Pro 
Lys Phe Glu Val Leu Asp Lys Pro Gin Ser 



@E^J#^ : 1 3 
IB^iJtf)fi£ : 2 0 
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htfnis— : S&M* 

lE^J : Tyr Phe Pro Thr Phe Asn Phe Glu Asp Pro 
Lys Phe Glu Val Leu Asp Lys Pro Gin Ser 

IE?'J#^ : 1 4 
@5?iJ©fi£ : 1 9 

: Cys Leu Phe Val Asp Lys He Arg Glu Tyr 
Lys Ser Lys Arg Gin Thr Ser Gly Gly 

1BJIJ#^§- : 1 5 
lE^'J^fi^ : 1 8 

&m<Dm : 7s;i 

SH^J : Leu Phe Val Asp Lys He Arg Glu Tyr Lys 
Ser Lys Arg Gin Thr Ser Gly Gly 

ge^"J#-^ : 1 6 

: 3 9 

hlDy- : W.mW 

SB^iJ : Asn Lys Glu Leu Asp Pro Val Gin Lys Leu 
Phe Leu Asp Lys He Arg Glu Tyr Lys Ala 
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Lys Arg Leu Ala Ser Gly Gly Pro Val Asp 
Thr Gly Pro Glu Tyr Gin Gin Glu Val 

mmmn : 1 7 

@a?ij©fi2 : 1 6 

SB^lJ : Asp Arg Glu Leu Phe Lys Leu Lys Gin Met 
Tyr Gly Lys Gly Glu Met 

SE?iJ#-S§- : 1 8 
SB3Wfi£ : 9 

SE^U : Asp Lys Phe Pro Thr Phe Asn Phe Glu 
B^iJ#-*§- : 1 9 

mm<D&2 : 7 

@H^>J : Asp Pro Lys Phe Glu Val Leu 

gB?'J#^§ : 2 0 
SB^J<£>fi£ : 5 



7/9 



WO 01/21205 




PCT/JP00/05210 



SB^'J : Asp Lys Pro Gin Ser 

@2?'J#-^ : 2 1 
I2?iJ(D:g£ : 4 

b^D^— : ffilit*: 

SE^J : He Glu Gly Lys 

mnmn 2 2 

K^|J(DS$ : 3 1 
@fi^iJ©a^ : D N A 

SH^J : GATCGAGGGACGTAATAAGGAACTTGATCCT 

m^m^ : 2 3 

gS^J<£>fi£ : 2 6 

sa^joa^ : DNA 

ga^ij : GTCGACTTAGGACTGGGGTTTGTCGA 

IS^J#^ : 2 4 
IH^JCDS^ : 8 
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lE^J : Glu Phe Gly Leu He Glu Gly Lys 
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